Figure S1: zDHHC15 antibody validation (A) HEK293T cells were transfected with myc-tagged rat zDHHC15 (rzDHHC15), human zDHHC15 (hzDHHC15) or zDHHC2, the closest paralog of zDHHC15. Lysates were separated by SDS-Page and blots probed with the indicated antibodies, demonstrating the specificity of zDHHC15 antibody. Tagged-rzDHHC15 is calculated to run at 36-38kDa whilehzDHHC15 at 33-35kDa. (B) Representative confocal images of 13 DIV cultured hippocampal neurons transfected with control shRNA or zDHHC15 shRNA. Immunostaining with zDHHC15 antibody reveals decrease in immunofluorescence signal in neurons transfected with zDHHC15 shRNA, quantified in (C). Scale bar = 50µm. N = 8 neurons, 3 cultures.
: Validation of synaptic markers and zDHHC15 shRNA-mediated changes in excitatory synapse density (A-D) Confocal images of 14 DIV neurons fixed and immunostained with antibodies against PSD95 and VGlut1 (A,B) or Gephyrin and VGAT (C,D) demonstrate up to 75% colocaiization indicating that Gephyrin and PSD95 are faithful markers of synapses at this timepoint. The percentage of PSD-95 at excitatory synapses was quantified by the number of PSD95/VGlut colocalized puncta divided by the total number of PSD-95 puncta(75 ± 2%). The percentage of Gephyrin puncta at inhibitory synapses was quantified by the number of Gephyrin/ VGat colocalized puncta divided by the total number of Gephyrin puncta ((67 ± 2%). (E) Illustration of masking procedure to identify and quantify immunostaining within eGFP transfected cells. Axons, background, and cell bodies were manually removed using Adobe Photoshop CS5/6 and the remaining eGFP masks overlaid on immunostained images (PSD95 and Gephyrin in this example). Raw images are shown on the left and immunostained proteins only within the eGFP mask are shown on the right. (F) Representative masked images of neurons transfected with eGFP plus either scrambled or zDHHC15 shRNA and immunostained for PSD-95 and VGlut1 demonstrate a significant reduction in the density of excitatory synapses (colocalization of PSD-95and VGlut1) as shown in Fig. 4D . Scale bars = 20μm (A, C) and 10μm (E, F). Rat hippocampal neurons were nucleofected with the indicated myc-tagged constructs at the time of plating, neurons lysed at 4 DIV, and probed for indicated antibodies. The expression of zDHHC2, zDHHC3 and zDHHC15 in a zDHHC15 knockdown back-ground were similar. N = 3 cultures.
